[Abstract] Antigen-specific killing ability of effector CD8 + T cells is critical for protective immunity against infection. Here, we describe in vivo cytotoxic T cell assay to examine effector function of (Figure 1a) .
B. Intravenous injection of target splenocytes
To investigate OVA257-264-specific CD8 + T cell killing ability, peptide-pulsed and unpulsed target cells were mixed at a 1:1 ratio and transferred to the previously immunized mice.
1. Recipient mice were infected with 5,000 colony-forming units (CFU) of Listeria monocytogenes expressing chicken ovalubmin (LM-OVA) 7 days intravenously before the CFSE-labeled cell injection. c. Chop liver with a blade on a slide glass and transfer them into a 50 ml falcon tube.
d. Add 7 ml of collagenase D (1 mg/ml) and vortex well.
e. Incubate in water bath for 30 min at 37 °C. Vortex every 15 min.
f. Put tubes on ice and add supernatant on 70 µm filter on a well of a 6 well plate. Grind chunks of the chopped liver with flat portion of 3 ml syringe. Wash the tube with 5 ml of PBS and repeat grinding.
g. Transfer them to a 50 ml Falcon tube and spin down at 2,000 rpm for 5 min at 4 °C.
h. Make fresh 44% and 66% percoll solution: Make 44% final concentration by diluting 100% percoll in PBS, and make 66% final concentration by diluting 100% percoll in RPMI-1640 medium.
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